At the outset of a study of tissues in the snail, (1) Bring slide to distilled water. Immerse in 2% aqueous lead acetate (anhyd.) for 15-20 minutes.
(2) Rinse thoroughly in a stream of distilled water.
(3) Immerse in ammonium sulfide solution for 1 minute.
(4) Rinse and examine in distilled water.
Result:
Sites of calcium deposits are delineated in dark brown. The preparations may be mounted in balsam, but the intensity of the color is decreased to a light yellowish-brown.
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Comments:
The method is less striking than others and fails to make good permanent mounts.
It is not recommended for general use. The most sensitive reagent for the detection of lead is sodium rhodizonate (Feigl and Suter, 1942) , and this might well be used on the substituted lead salt. However, a more direct method of using this reagent will be discussed later (Part II). 
C. Iron
A. Alizarin:
Alizarin would appear to have been widely used for the empirical staining of calcified structures, and for the revelation of calcium deposits in tissue sections (RoehI, 1905; Spalteho!z, 1911 Batson, 1921; Miller, 1921 ; Dawson, 1926; Gray, 1929; Hollister, 1934; Lipman, 1935; Cumley, Crow and Griffin, 1939; Williams, 1941; Noback and Noback, 1944; Evans, 1948; Hood and Neill, 1948; True, 1948; Sedra, 1950; Edwards, 1953 [10] [11] [12] [13] [14] [15] [16] [17] [18] [19] [20] seconds, clear in xylol and mount in balsam, D. P. X. or cedar wood oil.
Result:
Sites of calcium will be covered and surrounded by a heavy orange-red precipitate which is birefringent between crossed polaroids. A faint pink background coloration upon the majority of the tissue elements is impossible to confuse with the positive result.
Comments:
The use of this schedule has a number of advantages over the method proposed by Dahl (1952) 
C. Purpurin:
( (1924) as a spot test reagent for barium and strontium. Waterhouse (1950) was the first to use the reagent in histochemistry, and found that it could demonstrate the distribution of barium and strontium in insect tissues. Gomori (1952) (1950) and Feigl (1924) 
